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Art Unit: 1642 

EXAMINER'S AMENDMENT 

An examiner's amendment to the record appears below. Should the changes and/or 
additions be unacceptable to applicant, an amendment may be filed as provided by 37 CFR 
1.312. To ensure consideration of such an amendment, it MUST be submitted no later than the 
payment of the issue fee. 

Authorization for this examiner's amendment was given in a telephone interview with 
Thomas A. Cawley Jr., Ph.D. on November 16, 2004. 

The application has been amended as follows: 

On page 20, line 4, please replace the paragraph with the following rewritten 
paragraph: 

To identify the acceptor amino acid glucosylated by LT, H-Ras protein as 
modified by LT in the presence of UDP-[ 14 C]Glc, eiectrophoresed on SDS-PAGE, 
digested with trypsin and the resulting peptides were separated, as described in 
sections 1 and 2. As shown in Fig. 4, Panel 4-1 A, 47 fractions were obtained. The 
radioactivity was exclusively associated with fractions 39 and 40. As shown in Fig. 4, 
Panels 4-2B and 4-2C, repurification of fraction 39 or 40 gave rise to a major peptide (D 
for 39 and E for 40) containing the radioactivity and several other small peptides. 
Peptides D and E were microsequenced and gave exactly the same amino-acid 
sequence. Each cycle of Edman degradation was collected and counted for 
radioactivity. The following unambiguous sequence was found for these peptides 
SALTIQLIQNHFVDEYDPTIEDSYR (SEQ ID NO.: 5). Cycle 19 corresponding to a 
threonine gave a very small signal. The small amount of threonine detected in position 
19 may be the consequence of the LT catalyzed glucosylation of most of Ras molecules 
present in the reaction. Decrease or absence of threonine 37 Rho A in automated 
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amino-acid sequencing, after glycosylation by toxin A or B, has been already reported 
(Just, I. et al., Nature 375 (1995) 500-503; Just, I., et al. J. Biol. Chem..270 (1995) 
13932-13936). The amino-acid sequence found for both peptides D and E corresponds 
exactly to a sequence found in the H-Ras protein between amino-acids 17 to 41 
(Barbacid, M., Ann. Rev. Biochem. 56 (1987) 779-827). Radioactivity was associated 
first with cycle 19 and decreased thereafter. The rise in radioactivity at cycle 19 
establishes threonine 35 (of the H-ras molecule) as the unique amino-acid glycosylated 
by LT. 

On page 14, line 11, please replace the paragraph with the following rewritten paragraph: 

Fig. 4: Localization of the LT catalyzed ( 14 C) glycosylation in H-Ras by 
microsequencing: Panel 4-1 A; Separation by HPLC of the peptides generated by 
trypsin and radioactivity of each fraction (on 15 ml aliquot). Panels 4-2B and 4-2C; 
Purification by HPLC of fractions 39 and 40. Radioactivity associated with each peptide 
was counted on 50 ml aliquots. Panel 4-1 D; Radioactivity associated with each Edman 
degradation cycle (each Edman cycle of peptide E and peptide D were combined and 
counted). 



Any inquiry concerning this communication or earlier communications from the 
examiner should be directed to Gary B. Nickol Ph.D. whose telephone number is 571-272-0835. 
The examiner can normally be reached on M-Th, 8:30-5:30; alternate Fri., 8:30-4:30. 

If attempts to reach the examiner by telephone are unsuccessful, the examiner's 
supervisor, Jeffrey Siew can be reached on 571-272-0787. The fax phone number for the 
organization where this application or proceeding is assigned is 571-273-8300. 
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Information regarding the status of an application may be obtained from the Patent 
Application Information Retrieval (PAIR) system. Status information for published applications 
may be obtained from either Private PAIR or Public PAIR. Status information for unpublished 
applications is available through Private PAIR only. For more information about the PAIR 
system, see http://pair-direct.uspto.gov. Should you have questions on access to the Private PAIR 
system, contact the Electronic Business Center (EBC) at 866-217-9197 (toll-free). 

Gary B. Nickol Ph.D. 
Primary Examiner 
Art Unit 1642 
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